SUPPLEMENTARY FIGURES
HeLa cells were transfected with control siRNA or siRNA specific to human EHD2 and analyzed by SDS-PAGE and immunoblotting using antibodies against EHD2 and tubulin (C), or immunofluorescent microscopy using antibodies against EHD2 and EEA1 (insets) (D). Note that while a distinct punctate labeling pattern was detected in control cells, this labeling was ablated in siRNA-treated cells. We also noted that EHD2 was not present at EEA1-positive endosomes. (E) Representative fluorescent micrographs of HeLa cells overexpressing GFP-flotillin and co-stained for endogenous EHD2. For quantification, see Fig 1B. (F) Fluorescent micrographs showing HeLa cells that were allowed to endocytose MHC class I antibodies for 15 minutes, followed by visualization of endogenous EHD2 or GFP-EHD1 and MHC class I antibodies. (G) Panel of fluorescent micrographs of HeLa cells stained for endogenous EHD2 and costained for Mannose-6-phosphate receptor, or AP-2 or endocytosed transferrin (5 minutes) or markers of ER (calnexin), exit from trans-Golgi network (AP-1), early endosomes (EEA1), early to late endosomes (Rab9), recycling endosomes (Rab11) and endosomes for retrograde trafficking (Rab7). The apparent co-localization between EHD2 and Rab7 or AP-1 is due to both a diffuse cytosolic stain using the EHD2 antibody and a slight bleed-through in between channels. This co-localization is, however, not significant when analyzed by 3D confocal microscopy. Scale bars=10 µm. Note that these structures are negative for EHD2 and that EHD2 co-localize with caveolin1 structures at the cell surface. Scale bars=10 µm. cytosolic proteins. 3T3-L1 cells were opened using freezing/thawing and cytosol was separated from total membranes by centrifugation as described. Scale bars=10 µm.
Supplementary Figure variant with all three NPF motifs mutated (3xNPA) (B), or pacsin2 ΔSH3 (C) were injected stepwise into the reaction cell containing 50 µM EHD2 and the resulting heat changes were monitored. The lower panel shows the integrated heating power normalized to the concentration of injected pacsin2. The fit to the data is indicated, fitted value are shown in Figure 3F . (D) Aliquots of 2.1 mM of the isolated EH domain of EHD2 were injected stepwise into the reaction cell containing 50 µM pacsin2. (E) Fluorescent micrographs of 3T3-L1 cells co-expressing myc-EHD2 together with GFP-cavin2, GFP-cavin3 or GFP-cavin4 and co-stained for endogenous caveolin1. Scale bars=10 µm. Movie S1 | FRAP-microscopy movie of GFP-EHD2 and caveolin1-RFP. Live-cell confocal microscopy movie of 3T3-L1 cell co-transfected with GFP-EHD2 and caveolin1-RFP. Images were acquired before bleaching and then every 10 seconds. The regions of interest were bleached for 10 seconds. Representative micrographs are shown in Fig 2D. Movie S2 | FRAP-microscopy movie of GFP-EHD2 F122A and caveolin1-RFP. Live-cell confocal microscopy movie of 3T3-L1 cell co-transfected with GFP-EHD2 F122A and Caveolin1-RFP. Images were acquired before bleaching and then every 10 seconds. The regions of interest were bleached for 10 seconds. Representative micrographs are shown in Fig 4F. Movie S3 | Caveolin1-RFP is highly dynamic on the cell surface in GFP-EHD2 K328D expressing cells. (A-B) Movies of cell co-transfected with GFP-EHD2 K328D and Cav1-RFP acquired by live-cell TIRF-microscopy and presented in red and green channels (A) or only the red channel for visualizing caveolin1-RFP dynamics (B). Images were taken every 50 milliseconds as described. Representative micrographs are shown in Fig 8D. Movie S4 | GFP-EHD2 and caveolin1-RFP positive caveolae are stably associated with the cell surface (A-B) Movies of cell co-transfected with GFP-EHD2 and Cav1-RFP acquired by live-cell TIRF-microscopy and presented in red and green channels (A) or only the red channel for visualizing caveolin1-RFP dynamics (B). Images were taken every 50 milliseconds as described. Representative micrographs are shown in Fig 8D. 
